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Introduction
Top-down cleanroom microfabrication techniques were developed to process integrated electronic circuits. Specialized processes allowed the extension of these techniques to process microelectromechanical systems (MEMSs), in which three-dimensionality and mechanical functionality are added at the scale of microfabrication processes (from micrometres to nanometres) [1, 2] . The development of technology to fabricate microchannel networks of high complexity and with high degrees of fluidic control [3, 4] led to the rapidly growing field of lab-on-chip (LoC)/microfluidics research and applications. In particular, microfluidics development has been potentiated by the use of soft-lithography techniques, which offer ease of prototyping and low costs [3, 4] .
Miniaturization of fluidic operations is particularly compelling for analytical applications in the biomedical, environmental, and food and feed safety fields [5] [6] [7] where the assays are typically performed using benchtop equipment. The following characteristics, either taken in isolation or combined, can be decisive in establishing an advantage for a miniaturized LoC device with respect to standard benchtop equipment: portability for point-of-use or point-of-care applications, capability of multiplexing several analytes (e.g. biomarkers), easy integration with data acquisition and processing, ability to integrate all steps 'from sample to answer' , the potential for low cost due to low reagent and sample volumes and finally, the possibility of simple operation, i.e. does not require a trained operator.
The simple implementation of a biosensor in microfluidics would require fluidic handling to interface the solution under analysis with the microfluidic network and carry the solution into a reaction zone so that this solution is made to contact a molecular recognition layer, which selectively captures the analyte; in addition, a transduction mechanism is required to allow the conversion of the event of molecular capture into a signal (usually electronic) that can then be processed and displayed. In general, this simple implementation alone is not sufficient for a successful analysis: it may be necessary to add stages of
Figure 1. Schematic diagram of an integrated LoC biosensor
A major challenge is to develop a microfluidic-based platform that can carry out these different steps while keeping the requirements of performance, portability and cost. sample preparation that can (i) remove contaminant or interfering molecules, (ii) extract or expose the analyte, e.g. from within a cell, and/or (iii) contribute to the pre-concentration of the analyte of interest. Often, only trace levels of target analytes are present in the samples, which may also require a strategy of signal amplification to increase the sensitivity of the assay. Figure 1 presents a schematic diagram of an integrated LoC system that includes all of these different components, which will be discussed in the following sections.
Fluidic handling
In an LoC microfluidic network, the flow rates must be controlled in every location of the network and at every given time of the assay. How this spatial and temporal control is implemented has a profound impact on the design of the overall integrated system. The first key choice is whether the fluidic pumping will be achieved using an external pump or pumped internally by capillarity. The large surface-to-volume ratio of miniaturized fluidic systems, compared with their macroscopic counterparts, allows the efficient design of integrated capillary pumps [8, 9] . External pumps (such as syringe or peristaltic pumps) allow a wider range of flow rates, higher operation times, and no dependence on the detailed chemical and physical properties of the inner microchannel surfaces. Capillary pumps are autonomous and require no connections to exterior mechanical systems and hence are particularly suitable for simple inexpensive disposable miniaturized analytical systems. The second key choice is whether or not integrated valves should be part of the system. Integrated valves allow active on-chip flow control, which may be required for complex fluidic handling, but significantly increases the complexity of the microfluidic device and its control system [10, 11] . For ultimate fluidic control, and only desirable in complex fluidic chips for high-value applications, the pumping itself could be integrated on-chip [10, 12] . In addition to the pumping and valving, along with their integration into the fluidic system, the next aspect of fluidic handling, which requires attention for the precise detection of cellular and molecular events, relies on molecule and cell manipulation and detection with these systems, including single-molecule and single-cell addressing [13] . Such high-precision bioanalytical applications using microfluidic systems range from high-throughput single-molecule analysis [14] and single-molecule polymerase chain reaction (PCR) [15] to cellular micropatterning [16] and the generation of protein interaction networks [17] .
The discussion in the previous paragraph has already hinted that, for biosensing, another crucial design consideration is its interface with the outside world, and how this type of interface matches the particular requirements of the application in terms of allowable complexity and cost. It can be argued that one of the major difficulties faced in the market implementation of LoC biosensors is the complexity and lack of standardization of the fluidic connections between the chip and the outside world. A typical research device such as those shown in Figures 2(a) and 2(b) uses a set of tubes that allow the insertion of fluids and the control of valves. The effort, care and technique required to attach and couple to these tubes without compromising both the device and the analysis is not compatible with a practical commercial operator-independent microfluidic analysis system. Even a capillary chip requires an operator to place the different fluids needed for the analysis at the inlet to the chip, either with a manual pipette (Figure 2c ) or a robotic
Target capture
In the previous section, the need to achieve spatial and temporal control of the flow rates in all locations of the microfluidic network was highlighted. This need for fluidic control is crucial to what is perhaps the key event of the biosensing process: the capture of the target analyte by an immobilized probe. This capture is based on the principle of molecular recognition -the probe and target have a set of specific spatial, chemical and physical interactions that should, under optimized conditions, simultaneously give a high affinity for the specific probe-target binding, and a high selectivity with respect to other (possibly very similar) molecules that may be present in the solution.
The probe -which is usually a molecule but can also be an entire cell [19] [20] [21] -is immobilized at the capture area of the microfluidic network, most commonly on the channel surface. There are two main considerations that are necessary to understand the target capture process [22] [23] [24] . The first is that the target must reach the probe molecule, which occurs most commonly by diffusion to the channel surface. In microfluidic systems, this diffusion usually occurs as the target-bearing solution flows past the immobilized probe at a constant flow rate. For typically used flow rates of the order of μl/min, channel cross sections with widths of the order of a few hundred micrometres and heights of the order of a few tens of micrometres, the transport is dominated by the convection process along the channel, and only a small fraction of the target molecules reach the surface by diffusion (Péclet numbers in the hundreds to thousands). The second important consideration is that, once the target molecule has reached the surface, it has to interact with the probe. This interaction with the probe is modelled as an equilibrium process, and here the dissociation constant K D of the probe-target complex is the main parameter. K D has the dimensions of a concentration, and this number indicates a target concentration above which essentially all the probes will be saturated with target molecules and below which the fraction of occupied probes in equilibrium will be correspondingly reduced [22] [23] [24] .
The discussion in the previous paragraph results in two important observations for the design of an LoC assay: the first is that the flow rates should be such that the target capture is reaction-limited (and not diffusion-limited); and the second is that a lower value of K D (and, correspondingly, a higher value for the probe-target affinity constant
is very advantageous if high sensitivity is desired. The first condition, expressed through the dimensionless Damköhler numbers (Da) that relate the reaction rate with the transport rate, is usually observed in microfluidics. The second condition depends on the characteristics of the probe selected for molecular recognition and target capture. Note that the probe affinity to the target may also be modulated by the immobilization procedure, for example if changes of affinity occur due to conformal changes or if there are physical limitations in the access to the binding sites. For a particular target, there are a number of probes that can be considered: antibodies, antibody fragments, peptamers, aptamers, etc. The necessary condition for the sensitivity of these probes is an appropriate value of K D . Although the dissociation constant affects the relative amount of recognition sites occupied at equilibrium, the absolute signal measured is also a function of the total amount of probes. Another key parameter in probe evaluation is its tendency to bind to non-target molecules that may be present in the solution. These non-specific interactions will severely decrease the signal-to-noise ratio of the assay and limit its sensitivity. The same effect may also be derived from the non-specific binding of signalling molecules to non-passivated regions of the substrate. Thus, it is also important to select an appropriate strategy to ensure a complete passivation of the free/unoccupied surface using, for example, a blocking agent such as bovine serum albumin (BSA), casein or salmon sperm DNA. Figure 3 shows the dose-response curve for the capture of prostate-specific antigen (PSA) for a fixed amount of immobilized probes using a microfluidic platform [25] .
In this section, the capture of the target by an immobilized probe was discussed. Note that there was no mention of the origin of the target-containing solution. This solution could be the untreated sample containing the molecule of interest, or the integrated LoC system may include sample preparation modules. Sample preparation steps, which are often required to remove molecules that interfere with or even impair the molecular recognition process, or to achieve a pre-concentration of the target molecule to enhance sensitivity, will be discussed in a later section.
Transduction
In the previous section, the capture of the target by an immobilized probe through a molecular recognition process was discussed. Although central to the biosensing process, this stage does not complete the assay -one needs now to transduce this molecular event into a physical signal that can be measured. The selected mode of transduction is central to the overall design of the integrated LoC system. The impact of the mode of transduction goes beyond the simple integration of the transducer into the system. It requires careful co-design with the other stages of the assay such as the fluidic handling, sample preparation, and, naturally, the target capture and signal amplification stages.
A vast number of transduction methods can be found in the literature [4, [26] [27] [28] [29] , many of which are discussed in this volume. Often, these methods are first classified as either 'label-free' methods, or methods involving a label. A label-free method involves only the target molecule of interest and does not require further action beyond the process of target capture by the immobilized probe. Examples of label-free methods include the use of surface plasmon resonance (SPR), sensitive to changes in the complex dielectric constant in the channel in the vicinity of typically a gold (Au) layer [30, 31] ; field-effect transistors (FETs) in which the charges of captured molecules modulate the electrical conductivity of a film or nanowire [32, 33] ; and MEMSs, in which the change of mass or mechanical stress due to the capture of molecules is monitored [34] [35] [36] . The gold standard for labelled transduction methods is a miniaturized version of micro-well plate immunoassays: after the capture of the target, a secondary probe -usually an antibody -that recognizes a free region of the target is circulated in the microchannel and captured by the bound target. This secondary probe is linked to a fluorophore, or to an enzyme (enzyme-linked immunosorbent assay -ELISA). What is detected is either the fluorescence from the fluorophore, or the chemiluminescence or optical absorption produced by reactions of the enzymatic label. Many other labels have been proposed, such as magnetic nanoparticles [37] [38] [39] or redox-active molecules [40] [41] [42] [43] [44] . A main issue with label-free methods is that, in general, any non-specifically adsorbed species contributes to the signal, whereas labelled methods offer an additional step of specificity (at the cost of a more complex sequence of analysis steps and the use of more chemicals -with the corresponding increased cost and analysis time). As will be discussed in a later section, labels often contribute to a more effective transduction -for example, when an enzymatic label such as horseradish peroxidase (HRP) is used, and a tetramethylbenzidine (TMB) substrate is flowed, a single enzyme produces approximately 7000 highly optically absorbing product molecules that precipitate in the channel and can be detected by transmission measurements [45] .
A second consideration in the design of the integrated LoC system is whether or not the sensor must be in physical contact with the solution containing the target. Transduction methods such as SPR, MEMSs or electrochemical redox measurements all require physical contact. Other methods, which, although, in principle, could be contact-free, require such short distances between the molecular recognition event and the transducer as to make them essentially contact methods (among these are magnetic detection of superparamagnetic nanoparticle labels, and FET and impedance measurements). In general, optical measurements do not require contact between the channel and the photodetector. This issue is of great relevance in the microfluidic chip design and in the interface between the chip and the addressing electronics: an optical sensor can be a fixed part of a detection system involving a disposable microfluidic chip, while an SPR disposable microfluidic chip must have a patterned Au surface and a redox transducer microfluidic chip that must be electrically interfaced with the detection system. Figure 4 shows a laboratory prototype microfluidic system. A macro-scale fluid dispenser and a peristaltic pump are used for fluid handling, and an array of thin-film silicon photodiodes are used to transduce the molecular reaction event that occurs on the straight microfluidic channels via the acquisition of the resulting chemiluminescence photons. Note the additional contribution of the signal handling components (transimpedance amplification circuit) and the overall control and communication centre of the system (microcontroller board), which are not discussed in this review.
To close this section, a final remark needs to be made regarding the importance of considering and controlling non-specific binding in the molecular recognition/transduction section of the microfluidic chip. Often, the ultimate sensitivity of the system is considered as the ability to detect a single molecular recognition event, and the transducer system is designed to try to approach this limit. Nevertheless, one should keep in mind that there is considerable interference by either other molecules in solution or by the secondary detection probes themselves that result in an important non-specific signal. This non-specific signal, always present in realistic biosensing situations, is usually a key factor in determining the sensitivity of the integrated LoC system.
Sample preparation
The majority of the literature on LoC systems for biosensing in medical, environmental, food/feed safety and other applications focus on strategies for target capture and transduction. The analytical target is usually in a well-defined buffer solution. On the other hand, standard well-established macro-analytical processes for these applications usually involve a complex series of steps to prepare the samples for analysis. This is because in real samples the target molecules are never in isolation. There is a complex molecular and cellular matrix that will severely interfere with the target capture and transduction. An integrated 'from sample-to-answer' LoC system will have to include a stage of sample preparation upstream from target capture (as indicated in Figure 1 ). Such a stage will increase the complexity of the microfluidic network, fluidic handling, and interface between the chip and the control box.
As with typical benchtop analytical procedures, different samples and or analytes of interest require different preparation methods. Hence it is clear that one cannot develop a 'universal sample preparation stage' that can be integrated to subsequent stages of an integrated LoC system. Since there is an enormous variability of matrix/target analyte pairs that can be considered, it seems that, in the near future, the research on microfluidic integrated sample preparation processes will focus on a case-by-case basis. For example, in blood analysis, separation of the cells from the plasma or serum is often required because of interference with optical transduction; in the analysis of mycotoxins in wine, the polyphenols present can complex with the antibodies and must be removed; and in the analysis of milk, it is the relatively high content of lipid molecules that interferes with the target capture and transduction [46] [47] [48] . A few strategies have been implemented and are worth mentioning, such as the use of integrated filters on the chip [49, 50] , the liquid-solid capture of either the interferents or the target in large 3D areas in the chip, achieved via nanostructuring or the use of packed micro-or nano-beads [51] ; the use of partitioning in integrated liquid-liquid extraction techniques, in particular, using immiscible fluids or aqueous two-phase systems (ATPSs) [52, 53] ; separation using either magnetic or electrical fields, in particular, dielectrophoresis (DEP) [54, 55] ; or even the extraction and purification of DNA from cells [56] . For example, Figure 5 shows an integrated ATPS sample preparation module that is used for the upstream cleaning of a raw wine sample prior to an indirect competitive immunoassay performed within the same microchannel network, for detecting ochratoxin A (OTA) (Figure 5a ) [53] . This immunoassay can be transduced using either a fluorophore or an enzyme, via luminol oxidation-induced chemiluminescence, which is then acquired by an integrated photodetector (Figures 5b and 5c) .
However, in the many cases that the required analysis starts from a solid source -for example, the detection of toxins in cereals -it is hard to avoid the necessity of an off-chip extraction process, which should be simple, fast and require as little laboratory equipment as possible. Another aspect is that a sample preparation stage may also aim at target pre-concentration, which may be required in samples where the target is present in highly diluted concentrations. Examples of pre-concentration approaches include work on in-line microfluidic pre-concentration using electrophoretic principles or miniaturized solid-phase extraction (SPE) by packing micron-sized beads in microchannels or fabricating high-density monolithic features [57] .
Amplification
The analysis design in an integrated LoC system always involves a set of compromises. These compromises may be 'external' , such as considerations related to cost or complexity or 'internal' , involving intrinsic limitations in the performance of one or more stages (such as the limited removal of interfering species in the sample preparation stage, or limited affinity of the probe to the target), and may result in a limited range of analytical sensitivity.
Recently, considerable attention has been devoted to designing processes that can amplify the signal from each individual molecular recognition event. This amplification will result in an increase in assay sensitivity.
There are many amplification strategies being developed [58] [59] [60] : from secondary probes connected to a polymer chain carrying several fluorophore molecules, to self-assembled structures that grow from the secondary probe and include several fluorophores, enzymes or nanoparticles (as shown in Figure 3) , to metal nanoparticles connected to a secondary probe to enhance SPR or mass-detection transduction, to metal-fluorophore plasmonic interactions [61] [62] [63] . Such intrinsic amplification strategies targeting assay redesign and engineering might go a long way in reaching clinically and biologically desired sensitivities. The gain in the signal resulting from such approaches could be intelligently tagged with novel high-sensitive and design-specific tools such as real-time single molecule detectors [64] [65] [66] [67] , thus complementing the methods mentioned in the Transduction section, aimed at further enhancement in resolution and detection.
As in the engineering design of an integrated LoC system, there are also trade-offs in these amplification strategies. The gain in sensitivity comes at an increase in the cost of analysis by requiring extra chemicals, and an increase in time and complexity. Each added step will also increase the chance of errors and decrease reliability. The inclusion of a signal amplification stage needs to be carefully pondered within the context of the requirements of the specific application.
Conclusions
The design of an integrated LoC analysis system takes as a starting point a set of specifications, such as the starting sample, the relevant target(s) detection range, portability requirements, desired level of operator competence, required time of analysis and the target cost per analysis. Based on these specifications, the design will consider the different stages described in this review: fluidic handling, target capture, transduction, sample preparation and amplification. The analysis systems described can also be viewed as modules that can be coupled to other microfluidic platforms. To achieve a truly integrated lab-on-a-chip, it is possible to have a biosensor area in a device designed for cell or tissue culture and analysis. In this way, cell culture, assays and read-outs can be performed in a single system, as opposed to the several bulky and expensive instruments that are nowadays common in the biology laboratory. For a newcomer to the field, there are a bewildering variety of technical choices, but in the horizon of a decade, the perspective is the accelerated development of a well-established set of procedures or standards for the analysis and synthesis of integrated microfluidic analytical systems (as is the case, for example, in electronics). These procedures will bridge microfluidic mechanics, bioanalytical chemistry, sensors and transducers, molecular biology, signal processing and electronic engineering.
Summary
• Integrated lab-on-chip (LoC) systems are required for fast, portable, simple-to-operate and cost-effective 'sample-to-answer' analysis in the medical, veterinarian, food and feed and environmental sectors.
• The design of integrated LoC systems requires a combination of fluidic handling, sample preparation, target capture by molecular recognition, transduction of target capture to a measureable signal and, possibly, amplification of the target signal.
• The particular design implementation will depend on the analysis requirements (such as starting sample, analytical range sought, portability requirements, required speed of analysis, number of targets to analyse, level of operator qualification and cost limits).
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